TO: Ilia Ouspenski 
Location: REM-3D74&3C70 
Art Unit: 1644 

Thursday, October 20, 2005 
Case Serial Number: 10/625105 



From: Deirdre Arnold 
Location: Biotech-Chem Library 
REM 1A64 

Phone: 571-272-2532 
Deirdre.Arnold@uspto.gov 
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Please feel free to contact me if you have any questions or would like to amend the search. 

Thank you for using STIC services. 

Regards, 
Deirdre Arnold 





STIC-Biotech/ChemLib 




From: 

Sent: 

To: 

Subject: 



Chan, Christina 

Wednesday, October 19, 2005 2:51 PM 
Ouspenski, Ilia; STIC-Biotech/ChemLib 
RE: RUSH sequence search request for 10/625,105 




Please rush. Thanks Chris 



Chris Chan 

TC 1600 New Hire Training Coordinator and SPE 1644 

(571)-272-0841 

Remsen, 3E89 



— Original Message — 
From: Ouspenski, Ilia 

Sent: Wednesday, October 19, 2005 2:29 PM 

To: Chan, Christina 

Subject: RUSH sequence search request for 10/625,105 
Christina, please approve a RUSH search: 



please provide an INTERFERENCE ONLY search for amino acid sequences SEQ ID NOS: 28, 30, 32, 34, 36, and 38 
for 10/625,105. 



Thnaks, 



ILIA OUSPENSKI, Ph.D. 

Examiner 

Art Unit 1644 

Phone:571-272-2920 

REM 3D74 

Mailstop 3c70 



STIC: 



********************* 



********************* 



******************** 



Searcher: 

Searcher Phone:. 



Date Searcher Picked up:. 

Date completed: 

Searcher Prep Time: 

Online Time: 



S/L: Oligomer: 

Encode/Transl: 
Structure #: T ext: 
Inventor: Litigation:. 



Type of Search 
NA# AA#:_ 



Vendors and cost where applicable 

STN: 

DIALOG: 

OUESTELVORBIT: 

LEXIS/NEXIS: 

SEQUENCE SYSTEM: 



WWW/Internet:. 
Other (Spetify):. 



NOV-04-05 12*04 FROM: FISH AND RICHARDSON ID= PAC 

* 

OBJECTIVE: Recently, adhesion molecules in immune system cells have been 
identified and their functions have been clarified, but when one considers the complex 
nam* of the imnnme system 

unknown adhesion molecules exist The JTT.l antibody, which we obtamed in the 
course of searching for novel adhesion molecules, has a function to aggregate rat 
thymoma cell line FTL43 5 cells via an unknown adhesion pathway. Therefore it was 
believed the antigen molecule recognized by the JTT.l antibodywas a signal 
transduction molecule that induces an unknown cell adhesion- This time we produced the 
antibody JTT.2 with adhesion blocking activity and cloned the JTT.l antigen gene m 
order to further clarify the properties of this adhesion phenomenon. As a result, we 
report that it was clarified that the JTT.l antigen not only functions as a signal 
transduction molecule, but is also an adhesion molecule. 

METHOD: Antilx^v preparation: Made by immunizing BALB/c mice with rat 
thymoma cell Kne FTL435, and fusing lymph node cells with mouse myeloma cells. 
wunptggcjpjte^oa: Performed by making biotinylated ♦ 
a^ySng beads. Precipitates were subjected to SDS-PAG^ then transfcrredto a 
film and detected using an ECL system. Genetic cloning: poly(A) IWA was prepared 
fiom rat ConA blast, cDNA was synthesized with this as a template, and then rt was 
incorporated into an expression vector and a cDNA library was constructed. Tbetorary 
was transiently expressed with COS cells, and screened by panning ^^^WAjfifett 
antibody. The cDNA sequences concentrated by panning were detan^b^^de6x^ 
method, ^^^ytnmgtw malvsis: Cells were treated with the antibody, stained with 
FTTC-coningated anti-mouse Ig, and then analyzed by flow cytometry^ 

RESULTS AND CONSIDERATIONS: A mouse was innhmiized with FTTW35 
cells monoclonal antibodies were prepared in accordance with an index for bloctag 
aggregaoon of the FTL43S cells by JTT.l antibody, and JTT.2 was obta^. The Wpe 
of JTT.2 antibody was IgGlK. The JTT.2 antigen was *^<5™"*"£^ 
cells, thymocytes, and activated lymphocytes. The result ofunmurwprecmi^ion 
mdicVteStnTmolecular weight of the JTO antigen molecule was 24 ^^28 
kDa by reduction. This matched the case of the JTT .1 antigen s molecule. Based on this, 
it was believed the JTT.2 antibody recognized the JTT.l antigen. Therefore we 
performed an experiment to bind rat thymocytes to the JTT.l anftgen ™^ « * 
^Thymocytes in an unstimulated state did not bind to the JTT.l antigen, but bound 
Specifically to me JTT.l antigen on a plate when stimulated with the TTT.l ^ib«dy 
xCadhesion phenomenon ^as blocked by adding the JTT.2 antibody. Based on these 
results, it was believed the JTT.l antigen is an adhesion molecule. 

Next, we performed genetic cloning of the JTT.l antigen. A^NAhbrarywas 
prepared from rat ConA blasts that express the JTT.l ^gen/The f^ ™^* 
Sently expressed in COS cells, and panning using the JTT.l anUb^ywBS repeated 
Ze timeVSus cloning a 0.9 kbp gene. COS cells that transiently expressed this gene 
reacted strongly with the JTT.l and JTT.2 antibodies. A sequence matching ttieN- . 
terminal sequence of the purified JTT.l antigen was present m the armno 
predicted from the nucleotide sequence. Based on these results, it was believed that Ore 
gene we cloned was the JTT.l antigen gene. In the predicted amino acid sequence there 
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were sugar-chain binding sites at two positions in the extracellular domain,^ in fee 
brtracelhilir domain, there was a PKC phosphorylation ^^^J^^^.^ 
t^otDhcTyiabonntesattwop^tious. Rntbennore, we perfiraned homology searc&ing 
CZcentirc length of me msno acid sequence, but no homologous molecule among 
prUiously taown^eciiies wis found. Thereforeftisbeb'evedthcJTT.l anfageoisa 
novel adhesion molecule. 

f LJMM AJTL2 antibody that blocks unknown cell aggregation induced by die JTT.l 

antibody was prepared. .. ^ 

2. It was believed the JTO antibody recognizes the JTT.l fnhgen. 

3 Rat thymocyte* stimul«ted by the JTT.l antibodybound to the JTT.l antigen. 
This biiidmg was specifically blocked by the JTT.2 antibody. ^ ^ 

4 The JTT.l antigen gene was obtamed by expression clomhg. Homology 
searching resulted in finding no Hgily similar molecule. 

Based on these results, ft is beHeved the JTT.l antigen is a novel adhesion molecule. 
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ID: 




JTX2 anfibod/ $ FTL435 oelMar aggregafion blocking 

FTL435 cells were cultured at 37 degrees Ctor one hour in 
the presence or absence ol the anB>ody. 
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Comparison of expression patterns of JTT .1 antigen and 
JTTZ antigen In various cells. . _ . 

FTL4S5, thymocytes, splenic lymphocytes and ConA Waste 
were stained with antibodies and analyzed with Sow 
cytometry. 



PAGE 6/18 * RCVD AT 1 1/4/2005 11:05:43 AM [Eastern Standard Time] * SVR:USPTO-EFXRF-6/29 « DNIS:2732920 « CSID: * DURATION (mm-ss):05<J8 



NOV-O4-0S 12tQ5 FROM : F I SH AND RICHARDSON 



1D = 



118- 
48- 

■ 

21.5* 



*j 5 3 

Hi 



RG.3 



Comparison of JTT.1 antigen and JTT.2anfig*n according to 
irwnunopr^ciptofion* 

Each anSgen was Irnmuwpredpaated using to*otobte ^_ 
malarial of biofinybtad FTT-435 cell*, $ubjected to SDS-PAGE. 
transferred to a Bm, and delected withanECL system. 
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Ag(-) cont 



Ag(+) cont 




Ag(+) +JTT.1 Fab Ag(t)+JTT,1+JTT\2 



RG.4 



The JTT.2 antigen blocks binding of thymocyte* to the JTT.1 

Purified antigen was coated on a plate; 

rat thymocytes were cultured at $7 degrees Cter one hour 

in the presence and absence of the antibody. 
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BG.5 ";" .; ' 

JTT,1 antigen expreswri.do^ ^ 

(A) Summary of cDIMA doring using panning method, 

(B) Analysis of ptasmids recovered wins COS'o^i ReslikieQct 
enzyme digestion of recovered ptemids, then 1%.agaW5e : .gel 
electrophoresis, and analyze insert DNA. • 

(Q Reactivity of JTT.Vanfigen cONA product wifrk JTT.1 arrffoody: 
Use JTT.1 antibody to stain COS colls that transiently expressed 
JTT.1 antigen cDNA obtained by panning, and analyze w»h flow 
cytometry. 
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Ag(+) +JTT.1 Fab Ag(+)+JTT.1+JTT.2 
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5. jnAtiM038lL*n-->9o- : ' 

(B) cosm^Oliia^w'/^x^ K<7>MW : HUtX. 

(C) JTT.l^cDNAm^^JTT.l^t <7>RJ&1± : 
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TRANSLATION from Japanese to English 

CERTIFICATE OP ACCURACY 

Thfcd*yp«*»^*^^ 
deposes and stales: 

tnathe is a translator of the Japanese ^^^^^^S^h 
trralatfons, accredited byte 

tnatbeisthoroo^farr^ 

Untitled aitide on research on monoclonal antibodies (JTT.L JTT.2) 

andthattne attach transfer 
best of his knowledge and benef. 



Gxei^ Hartmann, Translator 



Swom to before me . 
misdate:. 

Notary Public 
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